ADDITIONAL MATERIALS AND METHODS
Immunhistochemical analyses. Tissue microarray (TMA) slides were manually processed and stained for fatty acid synthase (FASN) expression levels. The streptavidin-biotin peroxidase technique with diaminobenzidine as chromogen was applied. Slides were placed in citrate buffer pH 9.0 and placed in a boiling water bath at 95°C for 1 h. Endogenous peroxidase activity was suppressed using 5% hydrogen peroxidase solution in methanol. The absorption coefficient was determined at a 590-nm wavelength, with a 630-nm reference wavelength, using an EL800 microplate reader (BioTek, Winooski, VT, USA).
Cell death detection enzyme-linked immunoassay (CDDE). The Cell
Death Detection ELISA PLUS (Roche Diagnostics, Mannheim, Germany) was used per manufacturer specifications; 4x10 3 cells/well were seeded in 96-well plates and allowed to attach overnight. After 25 µmol/L cerulenin treatment for 24 h (time frame according to manufacturer's recommendation resulting in optimal detection of apoptosis) and subsequent cell lysis as recommended by manufacturer, apoptosis was measured using the EL800 microplate reader at a 405-nm wavelength, with a 490-nm reference wavelength.
